. We 230 used BLAST2GO to categorize the annotated GO terms in the latter. EggNOG annotations were filtered 231 to keep COGs (Clusters of Orthologous Groups) and those were categorized using the current version of 232 the COG database (ftp://ftp.ncbi.nih.gov/pub/COG/COG2014/data). KEGG annotations were filtered to 233 keep KOs (KEGG orthology) and those were categorized using the tool "Reconstruct Pathway" 234 (http://www.kegg.jp/kegg/tool/map_pathway.html). 235 236 Data availability 237 238
Raw RNA-seq data in FASTQ format has been deposited at the NCBI Sequence Read Archive 239 database (SRA) under the accession SRP106442. The transcriptome assembly in FASTA format has been 240 deposited at DDBJ/EMBL/GenBank under the accession GFNJ00000000. The version described in this 241 paper is the first version, GFNJ01000000. The quality of the assembly was examined through the NCBI 242 contamination screen. The screen found 5 sequences to exclude, 105 sequences with locations to 243 mask/trim and 6 potentially duplicated sequences (with 3 distinct checksums The set of assembled unigenes might not always perfectly correspond to all properly paired reads, 302 as some unigenes might be built from just a portion of reads coming from the same transcription locus. 303 When we evaluated assembly quality in terms of read representation, we found a high rate of reads that 304 mapped back to unigenes (75.40%), thus confirming the presence of most of the initial reads in our final 305 set of unigenes. When we evaluated the assembly completeness in terms of gene content, we found 2,830 306 complete orthologous genes (71.65%) out of the 3,950 genes available in the tetrapoda database 307 (complete BUSCO hits). Of those, 2,501 were single-copy genes and 329 were duplicated genes. Only 308 462 (11.70%) of the genes in the database appeared fragmented and 658 (16.65%) were missing. We also 309 obtained a high number of orthologous proteins in both the SwissProt and the X. tropicalis databases that 310 fully matched (100% alignment coverage) or nearly fully corresponded (>80% alignment coverage) to 311 unigenes in O. cruralis (Figure 3) . Altogether, the high number of complete (or nearly complete) 312 orthologous matches across the different databases provides a valuable validation of the depth and 313 completeness of the assembly process. Gene annotation consists in adding relevant biological information to coding regions of the 329 genome and it was arguably the most relevant section of our workflow, since it allows for describing and 330 classifying the content of the O. cruralis transcriptome. Functional annotation was based on BLAST 331 searches to find homologous proteins against a reference database (e.g. SwissProt) and then collect 332 biological information from various sources (e.g. GO, KEGG, EggNOG or PFAM). We predicted a total 333 of 45,466 protein-coding genes within the 422,999 unigenes using TansDecoder. After homology search 334 using BLASTP, we found that 26,418 protein-coding genes in O. cruralis mapped to proteins in the 335 SwissProt database. Search using BLASTX revealed a total of 54,425 unigenes that mapped to proteins in 336 the X. tropicalis proteome and 47,349 unigenes that mapped to proteins in the SwissProt database. The 337 relative low number of homologous proteins shared between O. cruralis and X. tropicalis is likely 338 because of the very ancient divergence time between both species (estimated to be around 204 million 339 years ago; http://www.timetree.org/). However, the observation of a number of matches (54,425) larger 340 than the total number of proteins in X. tropicalis (N=22,718) may suggest the presence of a high number 341 of duplicates or unresolved splice variants among the unigenes of O. cruralis. The version of the 342 SwissProt database used included a selection of 553,231 protein sequences from 13,379 species, and the 343 top-hit species distribution showed that 32% (13,099) of the O. cruralis unigenes were homologs to 344 human (Homo sapiens) proteins and 19% (7661) to house mouse (Mus musculus) proteins (Figure 4) . The 345 larger number of hits to mammals than to other amphibians is likely due to the uneven distribution of 346 species in the SwissProt database, in which the top twenty species accumulate 21.5% of the entries. Still, 347 amphibian species were highly represented in the assembly with 10% (3909) of the O. cruralis unigenes 348 having a highest match to X. laevis and 5% (1893) to X. tropicalis proteins. When we retrieved the 349 functional comments for the homologous proteins found in the SwissProt database, the number of 350 annotated unigenes varied depending on the source that was used ( Figure 5 In the KEGG (Kyoto Encyclopedia of Genes and Genomes) database, genes from completely
